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Abstract: The formation of an ordered surface texture with micro and nanometer features on Ti/Zr
multilayers is studied for better understanding and improvement of cell integration. Nanocomposite
in form 30×(Ti/Zr)/Si thin films was deposited by ion sputtering on Si substrate for biocompatibility
investigation. Surface texturing by femtosecond laser processing made it possible to form the
laser-induced periodic surface structure (LIPSS) in each laser-written line. At fluence slightly
above the ablation threshold, beside the formation of low spatial frequency-LIPSS (LSFL) oriented
perpendicular to the direction of the laser polarization, the laser-induced surface oxidation was
achieved on the irradiated area. Intermixing between the Ti and Zr layers with the formation of alloy
in the sub-surface region was attained during the laser processing. The surface of the Ti/Zr multilayer
system with changed composition and topography was used to observe the effect of topography on
the survival, adhesion and proliferation of the murine mesenchymal stem cells (MSCs). Confocal
and SEM microscopy images showed that cell adhesion and their growth improve on these modified
surfaces, with tendency of the cell orientation along of LIPSS in laser-written lines.
Keywords: multilayer thin films; Ti-based alloy; ultrafast laser-modification; cell response
1. Introduction
Thin films and coatings are considered as very applicable for biomaterials, since surface properties
are a key factor in the interaction of materials with the biological environment. Surface composition
and morphology regulate surface bioactivity and other biofunctionalities, in terms of the adsorption of
proteins on the material surface, which is determinant for the subsequent processes of cell growth,
differentiation, and extracellular matrix formation [1–3]. Titanium-based materials are nowadays
well integrated into the body, due to high specific strength, excellent corrosion resistance, and good
biocompatibility [4,5]. Currently, one of the main tasks is development of the Ti-based alloys with a
high concentration of β-stabilizer elements (β phase of titanium), and to provide compliance between
the elasticity of the implant and the surrounding hard tissues (bones). The most suitable alloying
elements to be added in these new alloys are niobium, tantalum, zirconium, and molybdenum, as they
do not exhibit any cytotoxic reaction in contact with cells [6]. The admissible way for preparation of
Ti-based alloy coatings could be deposition of multilayer structure with alternate distribution of Ti and
other (Zr, Ta, Mo, Nb) components in thin films. The superior biocompatibility of Ti-based coatings
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originates in easy formation of outer Ti-oxide layer with a negative charge at physiological pH and
protects against the metallic components dissolving in biological fluids [7]. One promising candidate
for alloying is Zr, which act as a neutral element when dissolved in Ti and can improve mechanical
properties of alloys [7]. From the biomedical point of view, Zr is fully soluble in both allotropic phases
of Ti, improving the mechanical strength, corrosion resistance, and biocompatibility of Ti alloys [8].
Zirconium (Zr) has received special attention as an alloying element in Ti-based alloys, because it
acts like non-toxic and non-allergenic elements, thereby avoiding stress shielding effects and implant
failure [9]. Binary Ti–Zr alloy has exhibited a good combination of mechanical properties, with the
advantage of easy manufacturing, in comparison to multicomponent, Ti-based alloys. Additionally,
Zr with the lower elastic modulus (~80 GPa) can contribute to reducing stress shielding, which is the
reason for the biomechanical incompatibility between the pure Ti-based implant and the bone [10].
Currently, more sophisticated and versatile methods/tools for surface engineering and synthesis
of nanoscale facilities for biomedical applications are needed. In traditional chemical and physical
methods, although the microstructure can be controlled to some extent, the specific shape and size
in some particular applications cannot be precisely controlled. Most of the traditional methods
have disadvantages, such as low efficiency, high cost and difficult-to-machine. By contrast, laser
processing can easily form and control desired complicated topography with high resolution and high
economic efficiency [11,12]. Techniques based on laser surface modification have advantages such
as less debris contamination, reproducibility, precision and minimal heat-affected zone, which can
create a controlled surface texture in specific, localized areas in a short time period [13]. Femtosecond
laser texturing is a mask-free contactless technology, fully adaptable for 2D and 3D shapes on almost
all materials [14]. The surface modification of the biomaterial has aimed to create specific chemical
and physical properties that offer a favorable cellular response [15,16]. On the other hand, ultrafast
laser surface modification is a unique method, which allows production of bioactive surface with
formation of the desired oxide and alloy, creation of nano/micro textures and change wettability of the
surface. Surface topographies with defined micro- and nanometer features generated by irradiation
with linearly polarized laser radiation are well known as a laser-induced periodic surface structure
(LIPSS). These surface structures have appeared in two forms as low spatial frequency LIPSS (LSFL)
and high spatial frequency LIPSS (HSFL) [17]. The LSFLs usually have a spatial period close to the
irradiation wavelength, oriented perpendicularly to the polarization vector. LSFL is generally accepted
to originate from the interaction of the incident laser beam and electromagnetic wave scattered at the
surface with the possibility to involve the excitation surface plasmon polariton. On the other hand, the
HSFLs, oriented parallel to the polarization vector, are characterized with significantly lower periodicity
than the irradiation wavelength. Several physical mechanisms have been proposed to explain the
formation of HSFLs induced by laser pulses, such as self-organization, second harmonic generation,
excitation of surface plasmon polaritons, and Coulomb explosion, but none have been proven fully
yet [18]. The initial interactions between osteoblasts and nano-modified polymeric, ceramic and
metallic substrates have indicated that nanoscale roughness can significantly affect cell adhesion,
proliferation, and spreading. A few studies have indicated that increased osteoblast proliferation on
the nanostructured surfaces coincided with an increase in alkaline-phosphatase synthesis, increased
Ca-containing mineral deposition, and higher immunostaining of osteocalcin and osteopontin [19].
Recently, it has been demonstrated that osteointegration can be accelerated if the titanium surface is
pre-treated to have a specific topography containing both micro- and nano-scale features [13]. In vivo
experiments have shown that titanium and zirconium implants exhibit good osteointegration and that
both elements have a high degree of bone-implant contact [20,21].
The aim of this paper is to study the relationship between laser processing and osteoblast-like cell
response on titanium–zirconium multilayer thin films. The formation of an ordered surface line-texture
with micro and nanometer features was achieved by optimizing the laser parameters, including
applied laser fluences, number of pulses, and scanning rate. The micro/nano patterns distribution
with changed composition and surface topography is evaluated in aim to determining their influence
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on cell adherence, cell morphology and the possibility of cell orientation along the laser-induced
periodic structure.
2. Materials and Methods
The titanium–zirconium multilayer thin films were deposited in a Balzers Sputtron II system,
using 1.3 keV argon ions and 99.9% pure Ti and Zr targets. Before deposition, the chamber was
evacuated to the base pressure of 1 × 10−6 mbar, while the Ar partial pressure during deposition was
1 × 10−3 mbar. Silicon wafer Si (100) is used as substrate, which was cleaned by etching in HF and
immersion in deionized water before mounting in the chamber. The deposition of multilayers was
performed in a single vacuum run, at deposition rate of 0.17 nm s−1 for both Ti and Zr components,
without heating of the substrates. The complete multilayer structure consisted of 30×(Ti/Zr) bilayers
with total thickness of 1 µm, where thickness of individual Ti and Zr layers were about 17 nm.
Ultrafast laser modification of the multilayer 30×(Ti/Zr) thin films was performed with the Yb:KGW
laser source Pharos SP from Light Conversion. The surface of thin films was irradiated by focused
linearly p-polarized pulses with the following characteristics: repetition rate of 1 kHz, pulse duration
of 160 fs, central wavelength of 1030 nm and 43 µm Gaussian spot diameter in focus. Samples were
laser processed in an open air ambient environment and mounted on a motorized, computer-controlled,
X-Y-Z translation stage, at normal incidence to the laser beam. The irradiations were conducted at
identical conditions, creating lines on the surface of 5 mm × 5 mm at laser pulse energy of 60 µJ. In each
line, energy per pulse was assumed to be constant, since the pulse energy deviation was less than 1%.
The irradiation of the samples was performed in defocus mode by positioning the samples out of focus
at 4 cm, thereby a pulse fluence of 0.4 J cm−2 with a spatial extension of the Gaussian beam profile was
achieved. Indirectly, under the given laser irradiation conditions, the width of line with value of 75 µm
was adjusted by defocusing of the laser beam, while distances between lines keep constant at value of
80 µm. The lines were direct laser writing at scan velocity of 2 mm s−1 (Figure 1).
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Figure 1. Schema of the experimental setup for laser processing.
Detailed surface morphology after irradiation was examined firstly by optical microscopy, and
then by scanning electron microscopy (JEOL JSM-7500F, Tokyo, Japan) equipped with energy-dispersive
X-ray spectroscopy (EDS) (High Wycombe, UK). A fracture cross section of the irradiated sample was
performed by FEI SCIOS 2 microscopy, Hillsboro, OR, USA. The native cross-section of the sample was
simply prepared by made fracture transversely to the laser-written lines. Phase composition and crystal
structure analysis with X-ray diffraction (XRD), where the Cu Kα XRD pattern was collected by a
Bruker D8 Advance Diffractometer, Karlsruhe, Germany. For these measurements, the Bragg–Brentano
geometry with a step of 0.05◦ and the time interval of 30 s per step was used. The distribution of
elements and interfaces of the multilayer 30×(Ti/Zr)/Si system were determined by time-of-flight SIMS
instrument (Ion-TOF, Loughborough, UK). For composition depth profiling high energy Ga+ pulsed
primary source (25 keV) was combined with low energy sputter guns at 2 keV (Cs+ and O2+) at angle
of 45◦ to sample surface.
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Cell study under static in vitro conditions was performed with the mouse mesenchymal stem
cells (MSCs) line (C57BL/6). MSCs cells were grown in cell culture flasks using Dulbecco’s modified
Eagle’s medium [DMEM (Invitrogen, Grand Island, NY, USA) supplemented with 10% fetal bovine
serum (FBS, Biosera, Sussex, UK)] in a 5% CO2 incubator (Thermo Scientific, Waltham, MA, USA) at
37 ◦C. Laser-processed samples were autoclaved and transferred into sterile wells of 24 well plates
(Sarstedt; Numbrecht, Germany). Culture medium with 2 × 104 cells were seeded onto the samples,
where they were cultured in different time periods, ranging from one to three days in order to estimate
the cell orientation, adhesion and proliferation. After each time points, the medium with MSCs cells
were removed and the cultured samples were washed twice with 0.1 M sodium cacodylate buffer
(SCB) and fixed with 2% glutaraldehyde (GDA) and 2% paraformaldehyde (PFA) in 0.1 M SCB for
30 min. Subsequently, samples were washed twice with 0.1 M SCB and dehydrated in increasing
concentrations (from 30%–100%) of ethanol. Finally, before the determination of MSCs osteoblast cell
morphology, samples were dried in a critical point drier (Baltec CPD 030, London, UK), sputter-coated
with thin (10 nm) gold/palladium layer (Baltec SCD 050) and observed by scanning electron microscope
(JEOL JSM-6390 LV). The cytoskeleton, focal adhesion points and nucleus of MSCs were stained for
actin filaments, vinculin and DAPI. Specifically, after one and three days of cell cultured, the samples
were fixed with 4% paraformaldehyde (PFA) for 15 min and permeabilized with 0.1% Triton X-100 in
phosphate-buffered saline (PBS) for 5 min. The non-specific binding sites were blocked with 2% bovine
serum albumen (BSA) in PBS for 30 min. Cell imaging was performed using a Leica SP8 inverted
scanning confocal microscope (Jena, Germany) with ×40 objective.
3. Results and Discussion
The simultaneous creation of micro and nanometer morphological features on the surface of the
multilayer Ti/Zr structure for biomedical application was achieved by laser writing of lines with a
relatively wide laser beam (75 µm). Morphological shapes in micrometer dimensions consisted of
65 laser-written lines on a surface of 5 mm × 5 mm, whereby the width of each line was approximately
40 µm and the distance between them is also 40 µm (Figure 2a) as a consequence of the Gaussian shape
of the laser beam profile. In each laser-written line, the creation of the laser-induced periodic surface
structure (LIPSS) occurred, so that they were oriented normally to the direction of laser polarization
(Figure 2b,c). These ripple structures are attributed to well-defined low spatial frequency LIPSS
(LSFL) as a result of an interference of the incident laser beam with a surface electromagnetic wave
excited during the laser irradiation with the possibility to involve the excitation surface plasmon
polariton [22,23]. Applying a laser fluence of about 0.4 J cm−2, which is slightly higher than the
ablation threshold for the Ti/Zr system (0.22 J cm−2), the LIPSS formation was accompanied by
laser ablation of the multilayer 30×(Ti/Zr) thin films, as a consequence of the multi-pulse effect
occurring between successive pulses [24]. LSFL ripples were not smooth, indicating the absence of
any hydrodynamic effects during laser processing, but rather the dominant direct removal of thin
film materials. The fragments were retained after laser ablation at the top of the LSFL ripples, where
their appearance could indicate an unequal erosion of the layered structure (Figure 2c). In the zone
of laser-written lines, the regular LSFL ripples appeared with a periodicity of approximately 800 nm.
At given laser fluence, the ripple length ranges from quite small under 1 µm, to those whose length
exceeds 7 µm (Figure 2c). In the cracks between LSFL ripples, the formation of high spatial frequency
LIPSS (HSFL) was observed, which could be related to the decrease in energy distributed within the
multilayer 30×(Ti/Zr) structure.
On the other hand, the HSFL ripples were formed in the zone between the two laser-written
lines as a result of the action and overlapping of the edge Gaussian profile, where the energy is
expected to be quite low, below the ablation threshold (Figure 2d,e). These HSFL ripples were oriented
perpendicular to LSFL ripples with periodicity close to 200 nm, wherein the width of the individual
HSFL ripple was below 100 nm. No ablation of the thin film materials was observed in this zone, so their
formation can be attributed to the oxide phase upgrade or inducing the dewetting process [18,25,26].
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On that occasion, the absorbed laser energy was induced the surface instabilities due to softening
and perturbation of crystal and chemical bindings, as an endorsement of the model of self-organized
structure formation. [18]. The solid-state dewetting can be induced during the laser processing as
spontaneous regrouping of surface material into small-sized ripples (similar to nanorods) on the hot
surface but at temperatures lower than the Ti melting point (Ti is top layer) [27]. Moving away from
the laser-written line, the HSFLs gradually disappeared but not completely (Figure 1e), as they became
pronounced again from the middle of unmodified area, approaching to the next line.
For the first rough check of the composition changes after laser treatment of 30×(Ti/Zr) system
at the pulse fluence of 0.4 J cm−2, the EDS method was used. Despite the used instrument analytical
accuracy of 2σ = 2%, the obtained results should be taken as semi-quantitative because of the small
thickness of 30×(Ti/Zr) multilayer system [23,24]. The elemental composition recorded by the EDS
method at three different locations, in the center of the laser-written line, at the edge of this line
and in the area between the lines, was compared in the spectra presented in Figure 3. Based on the
obtained spectra, it can be concluded that there are no drastic changes in the concentrations for Ti, Zr,
Si and O components, between the observed areas. It could be distinguished that laser ablation of the
Ti/Zr multilayer was registered in the area of the laser-written line, whereby the zirconium was more
removed than titanium and concentration of silicon increased in this area. On the other hand, surface
oxidation could be observed as an effect of laser processing of the Ti/Zr system, which was reflected in
the increasing of the oxygen concentration, especially in the area of the laser-written lines.
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Figure 2. Scanning electron microscope (SEM) microphotographs of the 30×(Ti/Zr)/Si multilayer system
after laser processing at laser fluence of 0.4 J cm−2; (a) view of laser-written lines at magnification of
500×, (b,c) view of morphology inside of line with magnification 5000× and 20,000×, respectively and
(d,e) view of morphology between lines at 20,000×magnification.
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Figure 3. SEM microphotographs and energy-dispersive X-ray spectroscopy (EDS) analysis of the
30×(Ti/Zr)/Si multilayer system after laser processing at laser fluence of 0.4 J cm−2; (a) view of lase-written
lines at magnification of 500×with the positions of the recorded EDS spectra, and (b) EDS spectra.
Coatings 2019, 9, 854 6 of 12
A cross-section view of 30×(Ti/Zr)/Si multilayer system was obtained with SEM microscopy on
the broken sample, including the unmodified part and the irradiated area in a place normal to the
laser-written lines (Figure 4). Inside the as-deposited 30×(Ti/Zr) multilayer thin film were very well
separated and alternately arranged Ti and Zr layers with almost identical thicknesses of individual
layers (Figure 4a). The SEM cross-section view of 30×(Ti/Zr)/Si multilayer after laser processing in
the zone of the laser-written lines (Figure 4b–d), confirms that the creation of periodical structure in
form of LSFL ripples was accompanied by ablation of the material. However, laser ablation was quite
unequal by making the number of the removed layers variable and ranged in interval of 8–15 layers
(130–250 nm) when viewed at the top of the ripples. The depth of cracks between LSFL ripples were
about 20 layers (350 nm), while their repetition period was about 800 nm (Figure 4b), which is consistent
with the periodicity of the formed LSFLs. The spatial distribution of Ti and Zr components inside the
laser-modified area retained a layered structure, with barely noticeable expansion of the interfaces
between the Ti and Zr layers. Also, slight deformation or corrugating of the inner Ti and Zr layers
could be observed, most likely by inducing internal stresses during the laser irradiation (Figure 4d).
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of almost half of the as-deposited Ti/Zr multilaye structure showed that the Ti and Zr layers were
very well separated with clearly fined interfaces betwe n them (Figure 5a). After f mtosecond laser
proc ssing of Ti/Zr multilayer structur , th dis ribution of th components could not b accurately
det mined, ce the roughness of the laser-modified surface was quite igh. The differences in height
greater than 300 nm were reached, especially at the crack locations between LSFL ripples. In thes
positio s the Si substrate was rel tively close to the surface, which can be reason for the appearanc of
Si component i the pectrum (Figure 5b). In ddition, it can be assumed that there was a possibl
diffusion of Si atoms from the substrate into a thin layer during laser irradiation [25]. The main
components Ti nd Zr w re well i termixed, which is inconsisten with the resu t obtained by the
SEM cross-section analysis, wher the layered structur is r tained after mod fi ation (Figure 5b).
These differences can be attributed to the fact that the signal in SIMS analysis was take from a
large sample surfac , regardl s of the morphological characteristics on i . However, the presence
of oxide phases afte laser modification could be determined by SIMS analysis with high a curacy.
Laser-induced surface oxidation was reflected in the formation of ultra-thin oxide la ers composed
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from both Ti and Zr oxide phases. The sub-surface layers of least the first few layers (4–5 layers
based on the SEM cross-section image) were intermixed and both oxide phases (Ti-oxide and Zr-oxide)
existed on the contact surface, which was important for studying the cellular response. On the other
hand, the pure oxygen signal was not registered in the spectrum, indicating that all the penetrated
oxygen in the multilayer structure was in the form of compounds (oxides).
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Phase composition and crystal structure for as-deposited and laser-treated multilayer 30×(Ti/Zr)/Si
system were determined by the XRD technique, as presented in Figure 6. All diffraction lines for
Ti and Zr components were overlapped, because these elements were situated in the same group
of periodic system one under another. In XRD pattern for as-deposited 30×(Ti/Zr)/Si multilayer
system was identified both α-Ti and β-Ti phases (Figure 6a) at the following crystalline orientations
α-Ti(100), β-Ti(110), α-Ti(102) and β-Ti(200) [28]. In this case, zirconium played a role as a β-stabiliser
element, which induced the formation of β-Ti phases during the deposition of thin Ti and Zr layers [4].
Comparing the XRD patterns obtained for as-deposited and after laser processing of Ti/Zr multilayer
thin film, it was observed that diffraction li es did not change positions. However, the int nsities of
these diffraction l nes are changed, indicating tha laser proc ssing favored texture with dominant
α-Ti(102) and β-Ti(200) crystalline orientation (Figure 6b).
Coatings 2019, 9, x FOR PEER REVIEW 7 of 12 
 
layers composed from both Ti and Zr oxide phases. The sub-surface layers of least the first few layers 
(4–5 layers based on the SEM cross-section image) were intermixed and both oxide phases (Ti-oxide 
and Zr-oxide) existed on the contact surface, which was important for studying the cellular response. 
On the other hand, the pure oxygen signal was not registered in the spectrum, indicating that all the 
penetrated oxygen in the multilayer structure was in the form of compounds (oxides). 
 
Figure 5. SIMS spectra before (a) and after (b) laser modification of 15×(Ti/Zr)/Si ultilayer thin fil . 
Phase compositio  and crystal st e for as-deposited and laser- reated multilayer 
30×(Ti/Zr)/Si syste  wer  de rmined by t   technique, as pr sent d in Figure 6. All diffraction 
lines for Ti and Zr components were overlapped, because th se elem nts were situat d in the same 
group of periodic syst m on  under another. In XRD pattern for as-deposited 30×(Ti/Zr)/Si multilayer 
system was identified both α-Ti and β-Ti phases (Figure 6a) at the following crystalline orientations 
α-Ti(1 0), β-Ti( 10), α-Ti(102) and β-Ti(2 0) [28]. In this case, zirconium played a role as a β-stabiliser 
element, which induced the formation of β-Ti phases during th  depositi n of thin Ti and Zr layers 
[4]. Comparing the XRD patterns obtained for as- eposited and after la er processing of Ti/Zr 
multilayer thin film, it w s bserved that diffraction lines did not change positions. However, the 
intensities of these diffraction lines a e cha ged, i dicating that laser pr c ssing favored texture with 
dominant α-Ti(102) and β-Ti(200) c ystall ne or entation (Figure 6b). 
 
Figure 6. X-ray diffraction (XRD) patterns before (a) and after (b) laser modification of 15×(Ti/Zr)/Si 
multilayer thin film. 
(a) 
(b) 
Figure 6. X-ray diffraction (XRD) patterns before (a) and after (b) laser modification of 15×(Ti/Zr)/Si
multilayer thin film.
Coatings 2019, 9, 854 8 of 12
Before cell seeding on laser-processed 30×(Ti/Zr)/Si systems, the wettability was estimated by
measuring the contact angle for as-deposited and laser-modified samples (Figure 7). In the experiment,
estimation of the contact angle was determined the angle between the tangent of the solid surface
and the tangent to the liquid (water) at the contact line among the three phases. The contact angle
measurement included repeating the measurement five times, with an accuracy of 5%, for each surface
just before seeding the cell culture. The contact angle for laser-modified Ti/Zr multilayer was greatly
increased up to 136◦ value, which contributed to the achievement of a moderately hydrophobic
surface. This increase in contact angle from the value of 82◦ for as-deposited sample was attributed
to the formed surface topography in form of LIPSS with micro- and nanometer features, but also
to the formation of Ti and Zr oxides on the contact surface [29]. Surface wettability can influence
protein adsorption by controlling the total amount of proteins bound to the material, as well as their
conformation and orientation after adsorption. The interaction between cells and Ti-based alloy can
be considered through the dynamics of proteins when adsorbed onto the material surfaces. Proteins
are structurally and chemically asymmetric, and during their adsorption the specific orientation and
conformation were determined, defining the domain of the molecule that will interact and attach with
the material [30].
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The biocompatibility of the laser-modified Ti/Zr multilayers is reflected in cell adhesion and
proliferation through contact, adhesion, and spreading in the initial phase of the cell-material interaction.
Therefore, the laser-created surface topography with nano- and micro features plays a key role in
further cellular behavior [31]. Morphological characteristics of MSCs cell proliferation on unmodified
and laser-modified 30×(Ti/Zr)/Si multilayer surfaces was estimated by SEM and confocal analysis
after one and three days’ cultivation. After one-day cultivation on the surface of both unmodified
and laser patterned Ti/Zr multilayers, the MSCs cells showed very good adhesion (Figure 8). On the
as-deposited 30×(Ti/Zr)/Si sample with flat surfaces, there were easily visible cell groups an arbitrary
cell growth occurring in all directions (Figure 8a,b), after one-day cultivation. On the other hand,
under the same experimental conditions, on the 30×(Ti/Zr)/Si multilayer with laser-induced surface
ripple morphology, the MSCs cells adhered, with a tendency for growth along the ripples’ orientation
(Figure 8c,d). In addition to the evident directed growth of osteoblast-like cells on a laser-created surface
topography, it can be observed that the ripple morphology induced better communication between
cells, due to significantly elongated cell groups with the aim to connect (Figure 8c,d). Statistically, a
significantly larger number of cells per surface (250 µm × 250 µm) were attached on the laser-processed
Ti/Zr multilayer (~80 cells) than to the flat as-deposited sample (~25 cells).
The proliferation of MSCs cells was achieved significantly, especially after three days when the
number of cells was increased. Where almost whole surfaces were covered by cells for both as-deposited
(flat surface) and laser-modified (ripple morphology) 30×(Ti/Zr)/Si samples after three-days cultivation
(Figure 9). The number of cells for laser-modified 30×(Ti/Zr)/Si samples were about 220 cells per
surface of 250 µm × 250 µm, while a slightly smaller number of cells about 170 cells were present on a
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flat surface. Cell metabolic activities, determined by the MTT method including the measurement of
the optical density at 545 nm, were found to result in approximately similar but statistically significant
values (~42%) for both laser-modified and unmodified samples. It could be observed that the surface
topography including micrometer sized laser-written lines with nanometer sized ripples did not
influence on the cell proliferation rate. These facts can contribute to the conclusion that Ti/Zr multilayer
systems have satisfactory biocompatibility regardless of surface conditions (Figure 9a,c). However,
after three-day cultivation, the laser-modified surface was covered with a slightly larger number
of smaller cells compared to as-deposited 30×(Ti/Zr)/Si multilayer, which was visible based on the
cell cytoskeleton (Figure 9b,d). One of the most interesting findings is that osteoblast-like cells were
oriented in all directions; they even had some kind of radial orientation in certain areas, in case of the
as-deposited sample (Figure 9b). However, on the surface topography with ripples had a cell tendency
to grow towards the ripples direction, with clear proliferation between one to three days (Figure 9d).
Moreover, this study of the 30×(Ti/Zr)/Si multilayer demonstrated that in micro-line features, the ridge
width is commonly larger than or equal to the size of a single cell, permissive for cell attachment
and migration, as well as cell alignment following the geometrical guidance. In contrast, nano-ripple
features are similar to the ECM (extracellular matrix) architectures and typically much smaller than a
single cell, consequently inducing cell alignment in a more fundamental way such as mimicking or
signaling the cell membrane receptors [32].
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4. Conclusions
The surface functionalization of the Ti-based alloy in terms of improving the osteoblast cell
response was achieved by the deposition of a Ti/Zr multilayer structure and ultrafast laser processing.
Adjusting the morphology and composition of the physical vapor-deposited 30×(Ti/Zr)/Si multilayer
structure was achieved at optimal combination of laser parameters. The micro- and nanometer
morphological features were obtained by laser writing micrometer sized lines on a relatively large
5 mm × 5 mm surface. In each laser-written line were created the laser-induced periodic surface
structure defined as a low spatial frequency LIPSS (LSFL) with the periodicity close to 800 nm oriented
normal to the laser polarization. While the space between the lines was filled with high spatial
frequency LIPSS (HSFL) oriented perpendicular to LSFL ripples with periodicity of about 200 nm.
The desired chemical composition required for good biocompatibility of Ti-based alloys was provided
by the formation of a very thin oxide layer composed of Zr and Ti oxides, as well as intermixing of
these components in the sub-surface region.
The biocompatibility of the laser-processed 30×(Ti/Zr)/Si multilayers was confirmed by the
cultivation of a MSC-established adherent mouse osteoblast cell line. The osteoblast cells adhered and
proliferated on the 30×(Ti/Zr)/Si multilayers, regardless of the fact that the samples were pre-laser
treated to form specific surface topographies. However, after one- and three-day cultivation, the
osteoblast cells showed a growth along ripples with a tendency to connection via their elongated parts,
in the case of laser-patterned samples. Bioactivation of this specific 30×(Ti/Zr)/Si multilayer system
with laser surface texturing and adjusting of surface composition could be potentially useful for tissue
engineering and the application of this material as an implant.
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